A multi-residue method for the determination of the occurrence and prevalence levels of selected veterinary pharmaceutical residues in surface water was developed on a high performance liquid chromatography coupled to ultravioletvisible (HPLC-UV) detector, and tested with the intent of profiling their distribution. The limit of detection (LOD) and limit of quantitation (LOQ) achieved for the selected pharmaceuticals; acetaminophen, diclofenac, salicylic acid, tetracycline, chloramphenicol, ciprofloxacin, bisphenoleA, 17beestradiol, estriol, and ivermectin ranged between 0.06e3.45 mg L À1 and 0.17e10.35 mg L
Introduction
There has been a substantial increase in the dependence and use of pharmaceutical products such as antibiotics, steroid hormones and many other classes of drugs in the agricultural industry in contemporary times. This is mainly due to their animal health benefits, as well as other economic advantages derivable from potentiated and unintended drug use; such as growth enhancement induction in farm animals (Steinfield et al., 2006; Allen et al., 2013) . Substantial proportions of the administered pharmaceuticals are excreted in animal faeces and urine, either in the form in which they are administered or as metabolites (Nema and Ludwig, 2010; Zhou et al., 2013) . Farm wash water and animal litters may therefore contain residues of active pharmaceuticals ingredients, administered for therapeutic/prophylaxis purposes, or as additive in livestock animal feed rations (Daughton and Ternes, 1999; Boxall et al., 2004a) .
Redistribution and trans-relocation of residues of pharmaceutical may also occur during mass transport/mobilization. Waterways are a major means of mass transport of veterinary pharmaceutical residues and outfalls (Boxall et al. 2004a (Boxall et al. , 2004b Jorgensen and Halling-Sorensen, 2000) . Excess water may run into adjoining surface water bodies from drain sewers or from wastewater storage lagoons of animal production facilities, once water volume rises above the holding capacities of the lagoons. Arable farmland soils nutrient enhancement treatment, using animal farm litters/wastes as manure can also lead to soil pollution, especially where farm litter used as soil manure is far more than needed for soil nourishment and nutrient regeneration (Chastain, 1995; Pinheiro et al., 2013) . Excess waste litter may therefore run-off into nearby surface water and ground water systems, from soils at maximum mineral stabilization/saturation point (Pinheiro et al., 2013) .
Some active pharmaceutical ingredients such as "hormones can remain functional in manure up to 270 days after excretion" (http://www.sustainabletable.org/issues/ waterpollution/index_pf.html). While there have been many documented cases of hormones discovered miles downstream of livestock farms (Kolpin et al., 2002) , vertical mass (subsurface) movement of soil water contaminated by dissolved pharmaceutical residues, may also result in ground water pollution (Maron et al., 2013) .
The pollution of water from industrial farms and other sources pose a serious threat to fish and other aquatic ecosystems components, as well as humans who depend on such water bodies (USEPA 2002a; USEPA 2002b; Stoecker et al., 2006; Ginebreda et al., 2010; P erez-Carrera et al., 2010; Kosma et al., 2014) . For example, exposure of aquatic organisms to steroid hormones, antibiotics etc. have been reported to result in endocrine disruption; manifest in consequences such as the compromise of fish reproductive processes leading to feminization of fish; imposex (imposition of sex organs) in gastropods and some other lower aquatic vertebrates. Cases of bacteria resistance to antibiotics have also been identified (Stoecker et al., 2006; LeeVentola, 2015) .
Analysis of emerging contaminants including residues of active pharmaceutical ingredients in environmental samples is associated with a number of issues. This include their very low occurrence concentration, matrix interferences, and the lack of quick and reliable method of extraction. Carmona and Pico (2018) reported the various modifications and use of Solid Phase Extraction (SPE), as the most common method of recovery of pharmaceuticals from water matrices. Other methods such as Accelerated Solvent Extraction (ACE), Solid Phase Microextraction (SPME), Liquid-liquid extraction (LLE) can be modified to extract APIs from aqueous, biological and solid samples due to matrix complexity (Shen et al., 2012; Li et al., 2016; Lorenzo et al., 2016; Juhascik and Jenkins, 2009; Jelic et al 2009) . Separation and detection is often achieve using High Performance Liquid Chromatography coupled to Mass Spectrometry. Mass spectrometry detection is the most robust and widely applicable, however it is not readily available due to cost implication. Hence there is need to develop rapid and reliable methods using other detection types, although this possess a challenge arising from limitations of instrument's detector sensitivity.
Data concerning the occurrence and characterization of African waters is scanty and scarce. This is because many African Countries are yet to appreciate the enormous potential consequences of the presence of pharmaceutical residues in unintended matrices, as well as the dearth of simple and reliable analytical technique for the recovery and determination of trace and ultra-trace levels of active pharmaceutical ingredients (APIs) in different environmental matrices. In this study a new method for the determination of some pharmaceuticals using high performance liquid chromatography coupled to ultraviolet-visible (HPLC-UV) detector was developed, validated and used to quantify the occurrence levels of selected pharmaceuticals in selected surface water system around some livestock farms in Cape Town and Stellenbosch environments, Western Cape.
Materials and methods

Standards and reagents
Acetaminophen, diclofenac, salicylic acid, tetracycline, chloramphenicol, ciprofloxacin, bisphenoleA, 17beestradiol, estriol, and ivermectin, were purchased from Sigma Aldrich, Bellefonte, PA, (USA). HPLC grade methanol, ethanol, acetonitrile, acetone and other reagents including formic acid, ethyl acetate were also purchased from Sigma Aldrich Germany. Milli-Q water (Synergy Ultrapure Water System, Millipore, France) was used for all solution preparations.
Stock solution and calibration standards
Stock solutions (100 mg L À1 ) of 10 pharmaceuticals; acetaminophen, diclofenac, salicylic acid, tetracycline, chloramphenicol, ciprofloxacin, bisphenoleA, 17beestradiol, estriol, and ivermectin were prepared on a weight basis, by dissolving 0.01 g neat crystals of each of them in 100 mL methanol. The stock solutions were stored in amber coloured bottles at À20 C, and used within 48 hr. Tetracycline was further wrapped in aluminium foil before storage as it has been reported to have tendency to photo-degradation. Thereafter, working calibration solutions (100e500 mg L À1 ) of the each of the standards were prepared by serial dilution and used for instrument optimization and calibration. Water samples were randomly collected at different points from streams/rivers traversing proximally by some industrial livestock farms, and from some open ponds within the vicinity of the farms, suspect to be potential sources of release of pharmaceutical into the water system vis-a-viz the discharge of farm wash wastewater and farm litters, during autumn, winter, spring and summer.
Sampling and sampling sites
Sample preparation
Recovery of pharmaceutical residues (analytes) from water samples
Solid Phase Extraction (SPE) technique was developed for the extraction of pharmaceutical drugs residues from water samples. The columns of hydrophilic-lipophilic balance (HLB) and polymeric reverse phase (PRP) solid phase extraction cartridges (200 mg/6 mL) were condition conditioned by running 3 ml MeOH through the column and a flow rate of 1 mL/min, followed by 5 mL, 30% MeOH at 1 mL min À1 and then 5 mL milliQ water at same flow rate. Thereafter, 500 mL of the pre-filtered water samples were loaded on the conditioned column and eluted at a flow rate of 1 mL/ min. The analytes were recovered from each of the columns in MeOH. The MeOH extracts were concentrated under nitrogen stream, and reconstituted in 1 mL, 50%
MeOH with MilliQ water.
Instrument parameter for HPLC-UV separation and detection of pharmaceutical residues
The chromatographic separations were performed on "Waters (2695)" high performance liquid chromatography (HPLC) consisting of an auto sampler (Waters 2707), a binary pump (Waters 1525), a thermostat fitted oven and a UV-Vis detector (Waters 2487). 10 mL of each standard was automatically injected to a 150 mm Â 4.60 mm, 5 mm particles reverse phase Luna C18 column (Phenomenex), kept isothermal at a column temperature of 25 C. Separation was achieved by gradient elution in an elution solvent (mobile phase A) made up of de-ionized water (acidified/modified to pH 3.0, with formic acid) and methanol (MeOH) (mobile phase B) at a flow rate of 1.0 mL min À1 . The initial elution phase matrix composition was set at 10 % MeOH, with the solvent composition gradient linearly raised to 100 % MeOH (10 %e100 % MeOH) over streaming time of 35 min. The wavelengths of the dual-wavelength UV-Vis detector was set at 280 nm.
Recovery studies
The efficiency of the solid phase extraction procedure, used for the recovery of residues of pharmaceuticals from the water samples was evaluated. This was done by fortifying some water samples with known concentrations of the pharmaceuticals spiked in triplicates (low, medium and high). The fortified samples were allowed to equilibrate for about 18 hr., after which the pharmaceuticals were recovered from the fortified water using solid phase extraction. Each of the water samples were analyzed in triplicate of each of the spiked levels.
The efficiency of the SPE columns in the extraction of drug residues from aqueous media was evaluated by spiking milliQ water in triplicate concentrations (2, 5 and 10 ppm) of selected pharmaceutical standards (tetracycline, 17b-estradiol, acetaminophen, and ivermectin). These were subsequently recovered from milliQ water using the HLB and PRP cartridges.
Results and discussion
Method validation and instrument performance
The analytical method for the detection and quantitation of pharmaceutical residues was validated in accordance to the International Conference on Harmonization (ICH) procedure (ICH, 2009 ). The selectivity, linearity and linear range of application, limit of detection (LOD) and limit of quantitation (LOQ), accuracy, precision, and recovery for the simultaneous detection of the selected pharmaceuticals and their residues in aqueous matrices were evaluated.
The elution chromatogram for the UV detection at wavelength of 280 nm is presented in Fig. 2 .
Selectivity
The selectivity of the method was evaluated by defining the retention time (t r ) of the individual peak of each pharmaceutical. The retention time and optimum elution composition of the mobile phase for the separation of the standards-in-mixed matrix are presented in Table 1 below. Thereafter, the interaction/association of the peaks in the chromatogram of the mixed analytes standards (n ¼ 5) were checked for peak resolution. The co-elution index (Dt r /range) i of the individual peak of the pharmaceuticals in the chromatogram of the multiple analytes ranged between 0.03 (3.82%) e 0.25 (24.85%) units.
Limit of detection (LOD) and limit of quantitation (LOQ)
The response of the instrument detector to the injection of equimolar concentration of the cocktail of the different pharmaceutical standards varied. As a consequence, the working range for the calibration standards of the pharmaceutical standards were variable, with those pharmaceuticals with strong instrument response i.e. signals (large peak area or peak height) calibrated on within low concentration range, and those with weak signal response calibrated within higher concentration range of working calibration standards.
The instrument detection limits (LOD) and limit of quantifications (LOQ) for each of the analytes was calculated. The errors associated with the calibrations are random and normally distributed, hence the quantities LOD (y ¼ 3S blank þ y blank ) and LOQ (3LOD/slope) for each of the pharmaceutical standards was determined. The limit of detection (LOD, mg L À1 ) and limit of quantitation (LOQ, mg L À1 ) for the calibrated tested pharmaceuticals are presented in Table 2 .
Linearity and linear range
Instrument responses for the calibrations of working standards of the investigated pharmaceuticals are presented in Table 2 . The coefficient of correlation (g) (linearity) between the instrument response (peak area) and the increasing concentration of the standards was determined by evaluating the relationship between the signal responses of instrument response (peak area) to increasing concentration of the different concentrations of the working calibration standards for each of the analytes. Intra-day precision was investigated by conducting series of runs (n ¼ 5) on standards-in-mix matrices at an interval of 90 min. For the inter-day precision, series of runs (n ¼ 5) was carried out on the standards-in-mix matrices over five days period. Results showed intra-day accuracy of 86.34e94.24% (RSD <10 %) and inter-day accuracy of 79.25e90.56% (RSD <15%)
The matrix interferences of the mixed pharmaceutical compounds
The UV spectra and the individual peak purity of the pharmaceutical standard solutions and that in the fortified matrices were tested using Breeze Software on the HPLC-UV. The result showed that, the analyte peaks had purity levels of higher than 95% and independent. Therefore, the peaks are independent of the matrix in which they are contained.
Comparative assessment of the slopes of the calibration curves obtained for the selected analyte standards in pure solvent and standards-in-matrix showed that the signals of the measured analytes are not influenced by matrix interferences. The differences in the parallel characteristics of the slopes of the pure analyte standards and the fortified matrices in solvent and standards-in-matrix were parallel and not significantly different, with a co-efficient of variation in the order of 0.93e4.88 % (2.75%; n ¼ 20).
Recovery studies
The recovery of analytes from aqueous matrices was established by the estimation of the percentage analytes recovered from the fortified samples at low, medium and high concentrations. The recovery obtained for the selected target analytes were ranged 76e97% (RSD <7%) in pure MilliQ water, and 69e88% (RSD <15%) in water sample. Although there were few cases where the observed recoveries were significantly distinct, direct correlation between matrix influence and dependence on concentration could not be established.
The efficiency of the SPE columns in the extraction of drug residues from aqueous media was evaluated by spiking milliQ water in triplicate concentrations (2, 5 and 10 ppm) of selected pharmaceutical standards (tetracycline, 17b-estradiol, acetaminophen, and ivermectin (Table 3) ). These were subsequently recovered from milliQ water using the HLB and PRP cartridges.
The efficiency of recoveries of the selected pharmaceutical without any form of pretreatment varied for HLB and PRP cartridges. Analytes recovery using HLB and PRP SPE columns were ranged between 83 and 88% and 76 and 79% respectively.
Concentration of pharmaceutical residues in water samples
The large amount of water required for uses, such as drinking, cleaning, animal processing etc., in livestock agriculture (especially in animal farms), suggests the possibility of indiscriminate and unsustainable discharge of pharmaceutical residues contaminated wastewater into adjoining aquatic and land resources. The assessment of selected surface water system revealed the occurrence of residues of some veterinary pharmaceuticals in water samples collected from the different sampling stations, while others did not occur at detectable concentrations. The concentration levels of the investigated pharmaceutical residues were variable within and between sampling stations (Table 4 ).
The result showed that the prevalent pharmaceutical residues commonly associated with animal waste sources, and constituting contaminants in the water samples include acetaminophen, 17b-estradiol, tetracycline and salicylic acid. Other Table 3 . Results of recovery of analytes from spiked milliQ water. The observed concentrations though slightly lower, are consistent with those reported by Heberer (2002) for diclofenac and salicylic acid. The occurrence of antibiotics and painkillers such as tetracycline and salicylic acid respectively, is consistent with administration data on commonly prescribed drugs in animal husbandry. Furthermore, antibiotics and hormonal drugs are added to animal feed as a constant in-feeds to prevent infection, as well as speed up animal growth. Other regulated drugs including b-lactams -penicillin (for gram negative infections), sulfonamides, phosphomycin and potentiated drugs may be detected in different environmental matrices.
Although the effect of various residues of active pharmaceutical substances on plants, animals and microbial in the environment is not clearly known (Murdoch, 2015) . However, acute and chronic consequences (such endocrine disruption, potential indirect effects on wider ecosystems) of low levels of exposure to these substances have been reported (Murdoch, 2015) . According to Christensen (2003) , Campagnolo et al. (2002) , Webb et al. (2003) and Jones et al. (2005) , the development of sensitization, allergic response and resistant pathogens due to the likelihood of the presence of antibiotics is of most concern. While, human health risk associated with exposure to low concentrations of pharmaceuticals in surface and drinking water is extremely low (Christensen, 2003; Webb et al., 2003; Schulman et al., 2002) , in vitro studies revealed that exposure of fish to concentrations as low as 1e10 ng L À1 of 17b-estradiol and 0.1 ng L À1 of 17a-ethylnestradiol in aquatic environment can induce feminization in male of some wild fish species (Heberer, 2002; Routledge et al., 1998; Purdom et al., 1994) .
Conclusion
The detection and quantitation of the selected pharmaceuticals can be achieved at concentrations greater than the allowed LODs (0.06e3.45 mg L À1 ) and LOQs (0.17e10.35 mg L À1 ) achieved for the selected pharmaceuticals. Residues of some veterinary pharmaceuticals were simultaneously detected in the surface water collected from around the investigated livestock agricultural farms. Acetaminophen, diclofenac, 17b eestradiol, tetracycline and salicylic acid were present at at variable concentration levels, while estriol, ciprofloxacin, and bisphenol-A were not present at detectable concentration. Most of the selected detected veterinary pharmaceuticals occurred in nearly in all the sampling stations except one from river water. There was also a high spatial variation in the concentration levels of the different tested veterinary pharmaceutical residue levels at different points in each of the five sampling stations.
Findings showed that livestock agricultural practices might be a major source of pollution of near and downstream columns of fresh surface water catchments in adjoining distance to many livestock farms. Also the application of livestock farm wastes litters as farm manure may result in the redistribution of veterinary pharmaceuticals in soils, and with a potential for translocation into plants. This may pose a potential exposure risk of the residues of the active veterinary ingredients and their metabolites to edaphic features, terrestrial/aquatic wildlife and humans who depend on such contaminated waters and or whose natural habitat is contaminated with veterinary pharmaceuticals.
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